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herewith submits to the United States Designated/Elected Office (DO/EO/US) the following items and other information: 
This is a FIRST submission of items concerning a filing under 35 U.S.C. 371. 

This is a SECOND or SUBSEQUENT submission of items concerning a filing under 35 U.S.C. 371. 

This is an express request to begin national examination procedures (35 U.S.C. 371(f)). The submission must include itens (5), (6), 
(9) and (24) indicated below. 

The US has been elected by the expiration of 19 months from the priority date (Article 31). 
A copy of the International Application as filed (35 U.S.C. 371 (c) (2)) 

a. K is attached hereto (required only if not communicated by the International Bureau). 

b. Q has been communicated by the International Bureau. 

c. D is not required, as the application was filed in the United States Receiving Office (RO/US). 
An English language translation of the International Application as filed (35 U.S.C. 371(cX2)). 

a. Q is attached hereto. 

b. □ has been previously submitted under 35 U.S.C. 154(d)(4). 

Amendments to the claims of the International Application under PCT Article 19 (35 U.S.C. 371 (c)(3)) 

a. □ are attached hereto (required only if not communicated by the International Bureau). 

b. Q have been communicated by the International Bureau. 

c. □ have not been made; however, the time limit for making such amendments has NOT expired. 

d. 81 have not been made and will not be made. 

An English language translation of the amendments to the claims under PCT Article 19 (35 U.S.C. 371(c)(3)). 
An oath or declaration of the inventor(s) (35 U.S.C. 371 (c)(4)). 

An English language translation of the annexes to the International PreUminary Examination Report under PCT 
Article 36 (35 U.S.C 371 (c)(5)). 

A copy of the International Preliminary Examination Report (PCT/IPEA/409). 
A copy of the International Search Report (PCT/IS A/210). 
13 to 20 below concern documents) or information included: 
An Information Disclosure Statement under 37 CFR 1.97 and 1.98. 

An assignment document for recording. A separate cover sheet in compliance with 37 CFR 3.28 and 3.31 is included. 
A FIRST preliminary amendment. 

A SECOND or SUBSEQUENT preUmiaary amendment. 
A substitute specification. 

A change of power of attorney and/or address letter. 

A computer-readable form of the sequence listing in accordance with PCT Rule 13ter.2 and 35 U.S.C. 1.821 - 1.825. 
A second copy of the published international application under 35 U.S.C. 154(d)(4). 

A second copy of the English language translation of the international application under 35 U.S.C. 154(d)(4). 
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Attorney's Docket No. 2391.00101 RSC'd PCT/PTO 0 6 MAY 2002 PATENT 
IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

In re application of: HERMONA SOREQ ET AL 
Serial No.: 09/980,263 
International Filing Date: 05/31/00 

For: DIAGNOSTIC USES OF ANTIBODIES AGAINST ACETYLCHOLINESTERASE OR 
C-TERMINAL PEPTIDES THEREOF 

Commissioner for Patents 
BOX PCT 

Washington, DC 20231 

SUBMISSION OF SEQUENCE LISTING/STATEMENT 

1 . This replies to the official communication from the United States Patent 
and Trademark Office dated April 16, 2002. 

X A copy of the communication is enclosed. 

2. I, Amy E. Rinaldo, state the following: 

3. Submitted herewith is/are: 

_X_ A. Sequence Listing(s) for the nucleotide and/or amino acid 
sequence(s). 

Each sequence Listing is assigned a separate identifier. 

X B. A copy of each Sequence Listing submitted for this 
application in computer readable form. 

C. Preliminary Amendment inserting the Sequence Listing into 

the application. 

~~ CERTIFICATE OF MAILING UNDER 37 CFR 1.8(a) and 1.10 

I hereby certify that on the date shown below this correspondence is being deposited with the United States Postal 
Service in an envelope addressed to: Commissioner for Patents, Box PCT, Washington, DC 20231 

37 CFR 1.8(a) 37 CFR 1.10* 

_X_ sufficient postage as first class mail. as "Express Mail Post Office to Addressee" 

Mailing Label No. 




Angel Webb 
DATED: April 26, 2002 




STATEMENT THAT SEQUENCE LISTING 
AND COMPUTER READABLE COPY ARE THE SAME 



I hereby state that each computer readable form submitted in this application is the 
same as the Sequence Listing to which it is indicated to relate. 

I hereby state that all papers accompanying this submission, or for which a request 
for transfer from Applicants' other application, introduce no new matter. 

The Commissioner is authorized to charge any fee or credit any overpayment in 
connection with this communication to our Deposit Account No. 1 1-1449. 

Respectfully submitted, 
KOHN & ASSOCIATES 




Amy E. Rinaldo 
Registration No. P-45,791 
30500 Northwestern Hwy., Suite 410 
Farmington Hills, Michigan 48334 
Phone (248) 539-5050 
Fax (248) 539-5055 



Date: April 26, 2002 
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SEQUENCE LISTING 

<110> Soreq, Hermona 
Kaufer, Daniela 
Friedman, Alon 
Seidman, Shlomo 

<120> DIAGNOSTIC USES OF ANTIBODIES AGAINST ACETYLCHOLISTERASE OR C-TE 
RMINAL PEPTIDES THEREOF 

<130> 2391.00101 

<140> 09/980,263 
<141> 2000-11-30 

<150> PCT/IL00/00312 
<151> 2000-05-31 

<150> IL 130,225 
<151> 1999-05-31 

<160> 5 

<170> Patentln version 3.0 

<210> 1 

<211> 26 

<212> PRT 

<213> Homo sapien 

<400> 1 

Gly Met Gin Gly Pro Ala Gly Ser Gly Trp Glu Glu Gly Ser Gly Ser 
1 5 10 15 

Pro Pro Gly Val Thr Pro Leu Phe Ser Pro 
20 25 

<210> 2 

<211> 40 

<212> PRT 

<213> Homo sapien 

<400> 2 

Asp Thr Leu Asp Glu Ala Glu Arg Gin Trp Lys Ala Glu Phe His Arg 
1 5 10 ' 15 

Trp Ser Ser Tyr Met Val His Trp Lys Asn Gin Phe Asp His Tyr Ser 
20 " 25 ± 30 



Lys Gin Asp Arg Cys Ser Asp Leu 
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35 40 

<210> 3 

<211> 27 

<212> PRT 

<213> Homo sapien 

<400> 3 

Phe His Arg Trp Ser Ser Tyr Met Val His Trp Lys Asn Gin Phe Asp 
15 10 15 

His Tyr Ser Lys Gin Asp Arg Cys Ser Asp Leu 
20 25 

<210> 4 
<211> 42 
<212> DNA 

<213> Artificial sequence 
<220> 

<221> Artificial sequence 
<222> (1) . . (42) 

<223> 5' primer for intron 4 of human acetylcholinesterase 



<400> 4 

gctggatcca tcgaggggcg aggtatgcag gggccagcgg gc 
2 



<210> 5 

<211> 30 

<212> DNA 

<213> Artificial sequence 
<220> 

<221> Artificial sequence 

<222> (1) . . (30) 

<223> 3' primer for intron 4 of human acetylcholinesterase 



<400> 5 

tataagcttc tagggggaga agagaggggt 
0 
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IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 
In re application: 
HERMONA SOREQ et al. 
National Phase of: PCT/I LOO/003 12 
International Filing Date: May 31, 2000 
Attorney Docket Number: 2391.00101 
Group Art Unit: Examiner: 

For: DIAGNOSTIC USES OF ANTIBODIES AGAINST ACETYLCHOLINESTERASE 
OR C-TERMINAL PEPTIDES THEREOF 

PRELIMINARY AMENDMENT 

Assistant Commissioner for Patents 
Washington, D.C. 20231 

Dear Sir: 

Please amend the above-identified application prior to consideration of the 
application on the merits. 
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Attorney Docket No. 2391.00101 
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AMENDED VERSION 



IN THE SPECIFICATION: 



Page 1, after the Title, please insert the following section: 



CROSS REFERENCE TO RELATED APPLICATIONS 



This patent application is a National Phase Concerning a Filing Under 35 U.S.C 
371, claiming the benefit of priority of PCT/I LOO/003 12, filed May 31, 2000, which claims 
the benefit of priority of Israeli Serial Number 130255, filed May 31, 1999, all of which are 
incorporated herein by reference. 

IN THE CLAIMS : 

6. (Amended) A method for the diagnosis of one of central nervous system 
(CNS) stress and disruption of the blood-brain-barrier in a mammal, comprising 
obtaining a sample from said mammal, contacting said sample with an antibody of claim 
1, removing unbound antibody, and detecting the extent of reaction between said 
antibody and acetylcholinesterase or a fragment thereof present in said sample. 

7. (Amended) A method for the diagnosis of one central nervous system 
(CNS) stress and disruption of the blood-brain-barrier in a mammal, comprising 
contacting a sample of said mammal with an antibody of claim 1, removing unbound 
antibody, and detecting the extent of reaction between said antibody and 
acetylcholinesterase or a fragment thereof present in said sample. 

8. (Amended) The method of claim 6, wherein the CNS stress is caused by 
one of physical, chemical and psychological insult. 

11. (Amended) A method for the diagnosis of Alzheimer's disease in a 
subject, comprising obtaining a sample from said subject, contacting said sample with 
an antibody of claim 1, removing unbound antibody, and detecting the extent of reaction 
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between said antibody and acetycholinesterase or a fragment thereof present in said 
sample. 

12. (Amended) A method for the diagnosis of Alzheimer's disease in a 
subject, comprising contacting a sample of said mammal with an antibody of claim 1, 
removing unbound antibody, and detecting the extent of reaction between said antibody 
and acetycholinesterase or a fragment thereof present in said sample. 

13. (Amended) A method according to claim 6, wherein the sample is one of 
serum and cerebrospinal fluid sample. 

14. (Amended) A method according to claim 11, wherein the sample is one of 
serum and cerebrospinal fluid sample. 

15. (Amended) Use of the antibodies of claim 1, in the diagnosis of one of 
central nervous system (CNS) stress, Alzheimer's disease and disruption of the blood- 
brain-barrier in a mammal. 
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Attorney Docket No. 2391.00101 

REMARKS 

The above amendment added no new matter and is merely made to more 
accurately describe and claim the invention, and to claim benefit of priority. 

It is respectfully submitted that the application is now in condition for 
allowance, which allowance is respectfully requested. 



Respectfully submitted, 
Kohn & Associates 



Amy E^Bif^kldo 
Reg. No. 45,791 
30500 Northwestern Hwy. 
Suite 410 

Farmington Hills, Ml 48334 
(810) 539-5050 

Dated: November 27, 2001 



CERTIFICATE OF MAILING 

Express Mail Label No. EV013719440US 
I hereby certify that this correspondence is being deposited with the United States Postal Service 
"Express Mail Post Office to Addressee" addressed to the Assistant Commissioner for Patents, 
Washington, D.C. 20231 on >lo^ember 27, 2001 . 
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VERSION SHOWING CHANGES 

6. (Amended) A method for the diagnosis of one of central nervous system 
(CNS) stress and disruption of the blood-brain-barrier in a mammal, comprising 
obtaining a sample from said mammal, contacting said sample with an antibody of [any 
one of] claim[s] 1 [to 5], removing unbound antibody, and detecting the extent of 
reaction between said antibody and acetylcholinesterase or a fragment thereof present 
in said sample. 

7. (Amended) A method for the diagnosis of one central nervous system 
(CNS) stress and disruption of the blood-brain-barrier in a mammal, comprising 
contacting a sample of said mammal with an antibody of [any one of] claim[s] 1 [to 5], 
removing unbound antibody, and detecting the extent of reaction between said antibody 
and acetylcholinesterase or a fragment thereof present in said sample. 

8. (Amended) The method of [any one of] claimfs] 6 [or 7], wherein the CNS . 
stress is caused by one of physical, chemical and psychological insult. 

11. (Amended) A method for the diagnosis of Alzheimer's disease in a 
subject, comprising obtaining a sample from said subject, contacting said sample with 
an antibody of [any one of] claim[s] 1 [to 5], removing unbound antibody, and detecting 
the extent of reaction between said antibody and acetycholinesterase or a fragment 
thereof present in said sample. 

12. (Amended) A method for the diagnosis of Alzheimer's disease in a 
subject, comprising contacting a sample of said mammal with an antibody of [any one 
of] claim[s] 1 [to 5], removing unbound antibody, and detecting the extent of reaction 
between said antibody and acetycholinesterase or a fragment thereof present in said 
sample. 
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13. (Amended) A method according to [any one of] claim[s] 6 [to 10], wherein 
the sample is one of serum and cerebrospinal fluid sample. 

14. (Amended) A method according to [any one of] claim[s] 11 [to 12], 
wherein the sample is one of serum and cerebrospinal fluid sample. 

15. (Amended) Use of the antibodies of claim [s] 1 [to 5], in the diagnosis of 
one of central nervous system (CNS) stress, Alzheimer's disease and disruption of the 
blood-brain-barrier in a mammal. 
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NovelUsesofAntibodies AgamstAChj^and Peptides Thereof 
Field of the Invention 

The invention is directed to the field of diagnosis of a stressed condition of the central 
nervous system (CNS). Specifically, the invention relates to the evaluation of the levels of 
acetylcholinesterase and fragments thereof, for determining said stressed CNS condition. 
The stressed CNS condition includes penetrance of high molecular weight substances 
through the blood-brain barrier, and stress due to psychological, chemical and physical 
insults. 



Introduction 

The enzyme acetylcholinesterase (AChE) is expressed in brain tissue, but also in most 
hematopoietic cell lineages. AChE is expressed in many parts of the vertebrate embryo, 
with a developmentally regulated pattern in specific cell types and tissues during the 
embryonic and adult stages. AChE diversity is noted in several pathological states, such as 
Alzh eimer's disease, where AChE tetramers were shown to decrease in the brain. 

AChE pre-mRNA undergoes alternative splicing. The synaptic splice variant, AChE-S 
mRNA, is formed by splicing of exon 4 to exon 6. AChE-E mRNA is formed by splicing of 
exon 4 to exon 5. AChE-R mRNA is formed by lack of splicing of pseudointron 4, yielding 
the E1-E2-E3-E4-I4-E5 mRNA transcript. 

It has more been surprisingly found that AChE-R mRNA, and the AChE-R protein, are 
elevated in response to CNS insults. These insults include psychological, chemical, and 
physical insults. It has further been found that the blood-brain barrier is disrupted following 
stress insults, and that occurrence of said AChE-R protein in fluids of the central nervous 
system may serve as an indicator of central nervous system stress and of disruption of the 
blood-brain barrier. 
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Summarv of the Invention 

This invention relates to an antibody recognizing "readthrougrT acetylcholinesterase or 
more specifically a C-terminal peptide derived from acetylcholinesterase, for use in 
diagnosing central nervous system (CNS) stress, elevated glucocorticoid level, or 
disruption of the blood-brain barrier. The CNS stress is preferably CNS stress caused by 
psychological, chemical, or physical insult. The antibody preferably recognizes a 
C-terminal peptide derived from Acetylcholinesterase. The C-terminal peptide is 
preferably a peptide having the amino acid sequence as denoted by SEQ ID: No. 1, 2, or 3. 
Further preferably, the antibody is monoclonal. 

The invention also provides a method for the diagnosis of central nervous system (CNS) 
stress, elevated glucocorticoid level, or disruption of the blood-brain barrier in a mammal, 
comprising obtaining a sample from said mammal, contacting said sample with an 
antibody of the invention, removing unbound antibody, and detecting the extent of reaction 
between said antibody and acetylcholinesterase or a fragment thereof present in said 
sample. The said CNS stress is preferably CNS stress caused by physical, chemical, or 
psychological insult. In a preferred embodiment of the invention, the physical insult is 
head injury, head trauma, or exposure to irradiation. In a further preferred embodiment of 
the invention, the chemical insult is exposure to insecticide of nerve gas. 

In a preferred embodiment the invention relates to a method for the diagnosis of 
Alzheimer's disease, comprising obtaining a sample from a subject, contacting said sample 
with an antibody of the invention, removing unbound antibody, and detecting the extent of 
reaction between said antibody and acetylcholinesterase or a fragment thereof present in 
said sample. 



The sample is preferably a serum or cerebrospinal fluid sample. 
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Brief Description of the Figures 

Fig. 1 - ACHE expression in CSF under stress 

Human cerebrospinal fluid (CSF) samples from stressed (+) or non-stressed (-) subjects 
were subjected to SDS-PAGE. The blots were incubated with antibodies against the 
common domain of AChE (com Abs) (left), or with anti-ARP antibodies (a-I4) (right). 
Xenopus oocytes (14) extracts (ext) and recombinant AChE-S (rE6) served as controls. 



Fig. 2A and 2B - Detection of AChE in brain tissues of transgenic mice expressing human 
AChE constructs 

Fig. 2A - shows Western blot analysis of extracts from the cortex (cort) and basal nuclei 
(bas nuc) region obtained from the brain of control (C) and transgenic FVB/N mouse, 
expressing human AChE variants, E6 expressing human AChE-S, "In" designates a 
transgenic mouse expressing insertion-inactivated human AChE-S, I4 4 s and I4 70 A denote 
transgenic mice expressing various AChE-R constructs. The tissues were extracted, run on 
8% SDS-PAGE gels and blotted using antibodies to common domain. As a control, extracts 
(ext) from Xenopus oocytes expressing human AChE-S (E6), AChE-R (14), or AChE-E 
(E4) were run in parallel. 

Fig. 2B - shows Western blot analysis of the similar samples that were separated on 4-20% 
gradient SDS-PAGE gel and blotted using antibodies to GST-I4. 



Fig. 3 -ARP accumulates in the serum under stress 

Poinceau-stained polyacrylamide gradient gels (4-20%) (Top), that were loaded with 
protein extract from COS cells transfected with AChE-R encoding plasmid and mixed with 
synthetic ARP (ARP+ AChE-R); recombinant AChE-S (Sigma), mixed with synthetic ASP 
(ASP+ AChE-S); serum (2 uL) from a saline-injected mouse, removed 24 hr post-treatment 
as control (cont); serum from a mouse subjected stress (Str). Molecular weight markers 
(kdA) are shown on the left. The gel was then blotted and incubated with affinity-purified 
rabbit antibodies elicited toward a recombinant GST-ARP (Bottom). 
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Fig. 4 - Coffined swim stress induces within Ihr subtle delay in LTP induction 

Schaffer colIaterals-CAl synaptic pathway on hippocampal slices from a stressed (str) vs. 
control (cont) mice were tested after LTP induction. The changes in the slope (si) of the 
post synaptic field potential were followed for 3 hrs (indicated by Time = T in minutes). 

Fig. 5 - Slices from transgenics over-expressing AChE-R also display slow onset of LTP 

Schaffer collaterals-CAl synaptic pathway on hippocampal slices from a transgenic mice 
over-expressing the "readthrough" isoform AChE-R (trans) vs. control (cont) mice were 
tested after LTP induction. The changes in the slope (si) of the post synaptic field potential 
was followed for 3 hrs (indicated by Time = T in minutes). 

Figs. 6A to 6C - Blood-Brain Barrier penetrance under stress 

Fig. 6A - shows dye penetration to the brain of stressed mice (str), as compared to 
non-stressed control mice (cont). 

Fig. 6B - shows Computerized Tomography scans of patients with (OMN) and without (PR 
rNJEC = pre injection), administration of Omnipaque (Nycomed AS), a soluble iodine 
containing contrast agent. The samples are as follows: NOR (normal), ECLA (eclampsia) 
and FOC SE (focal seizure). 

Fig. 6C - shows clinical correlation (ciin corr) of BBB with stress indicators such as heart 
rate (hr ra), leukocyte (leuk) number, and serum Cortisol (cort) and testosterone (testos) 
levels, blood pressure (bl pres) and body temperature (temp). 

Fig. 7A and 7B - CT scans of patients and statistical analysis of regions displaying 
enhanced signal therein 

Fig. 7A - shows an example of enhanced Omnipaque signal revealed by CT scan of 
Eclampsia (ECLA), Focal Seizure (FOC SE) versus control patients (NOR), and also in 
post-ischemia patients (PO ISCH). 

Fig. 7B - shows analysis for the region of the brain showing greatest signal enhancement 
(Enhanc), significant signal enhancement was found in the Corona Radiata (Cor Rad), Gray 
matter (Gr Ma), and soft tissue (S. Tis) regions. Very little enhancement of penetration of 
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contrast agent into the Thalamus (Thai) region was found, and the Cerebellum (Cereb) and 
Pons (Pon) regions appeared unaffected. 

Fig. 8A and Fig. 8B -Expression of AChE in AD patients 

Fig. 8A - shows immunodetection of AChE in AD and control CSF. CSF samples from 
Alzheimer's disease patients (AD) or from healthy controls (cont) were subjected to 
electrophoretic separation followed by immunoblot analysis. Blots were incubated with 
antibody against the C-tenrhnal peptide unique to AChE-R (a-ARP- top panel), or with the 
antibody targeted to the common domain to all AChE isoforms (a-cor; bottom panel). 
ARP, human recombinant AChE-S and AChE-R were used as positive or negative controls 
on right of the filters. The molecular weight markers are indicated by M. 
Fig. 8B - shows quantitation of the immunodetection signals by densitometric analysis. 
AChE-R (left) and total AChE (right) protein levels (Tot AChE Lev) are presented in terms 
of relative intensities of each band within individual lanes of the Fig. 8 A filters, after 
incubation with anti-ARP (a-ARP) and anti-core (a-co) respectively. Three proteins are 
observed with anti-ARP [Top (To), Intermediate (Inter) and Bottom (Bot)], but only two 
with anti-core (top and bottom). Values reported are mean ± SEM averaged from six 
independent determinations. *p<0.05, significantly different from group as assessed by 
Student's test. 

Figs. 9 A to 9H - Immunolabeling of ARP in normal vs. AD human brain sections 

Fig. 9A - shows Alzheimer's Disease hippocampus (designated AD-hipp) paraffin 

embedded sections. Neurons (Left) and microglial cells (Right) are stained in the same 

region. 

Fig. 9B - shows control (cont, Left) and Alzheimer's Disease (AD, Right) cingulate cortex 
(Cin-cort) paraffin embedded sections. Blood vessels in the control sections are strongly 
stained. 

Fig. 9C - shows staining of blood vessels (Blv) in control (cont, Top) and Alzheimer's 
Disease (AD, Bottom) cingulate cortex paraffin embedded sections. In the control sections 
blood vessels are strongly stained. 



WO 00/73343 PCT/IL00/00312 

-6- 

Fig. 9D - shows Alzheimer's Disease (AD) temporal cortex (Temp-cort) paraffin 
embedded sections. Both microglial (migli, Left) and tangle cells (tang, Right) are strongly 
stained. 

Fig. 9E - shows an intermediate magnification (int mag) of control (cont, Left) and 
Alzheimer's Disease (AD, Right) temporal lobe (Temp-lo) paraffin embedded sections. In 
the normal control sections only pyramidal neurons are stained. In the AD sections note the 
staining of microglial cells, absent from the control. 

Fig. 9F - shows a low magnification (lo mag) of Fig. 9E. In the normal control sections 
(Left) staining appears in layers, while microglial cells appears in the AD sections (Right). 
Fig. 9G - shows staining of control (cont, Top) and Alzheimer's Disease (AD, Right) 
Corpus callosum (Corp-call) paraffin embedded sections. Note the staining along neuronal 
extension in the AD sections. 

Fig. 9H - shows ARP staining of neurons and microglia in normal control (cont, Left) and 
Alzheimer's Disease (AD, Right) temporal lobe (Temp-lo) paraffin embedded sections. In 
the normal control sections neurons and blood vessels are stained, while in the AD sections 
microglial cells are stained. 

Detailed Description of the Invention 

A number of terms as used herein are defined hereinbelow: 

-AChE, Acetylcholinesterase; 

-ARP, acetylcholinesterase "readthrough" peptide; 

-ASP, acetylcholinesterase "synaptic" peptide; 

-BuChE, Butyrylcholinesterase; 

-CNS, central nervous system; 

-common domain, the region of AChE which is common to all splice variants, includes 
exons 1-4; 

-CSF, cerebrospinal fluid; 

-GST, glutathione-S-transferase; 

-ODN, oligodeoxynucleotide; 

-ORF, open reading frame; 

-RT, room temperature; 

-UTR, untranslated terminal region; 
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-WBC, white blood cells. 

A number of methods of the art of molecular biology are not detailed herein, as they are 
well known to the person of skill in the art. Such methods include site-directed 
mutagenesis, PCR cloning, expression of cDNAs, analysis of recombinant proteins or 
peptides, transformation of bacterial and yeast cells, transfection of ma mm alian cells, and 
the like. Textbooks describing such methods are e.g., Sambrook et al., Molecular Cloning 
A Laboratory Manual, Cold Spring Harbor Laboratory; ISBN: 0879693096, 1989, Current 
Protocols in Molecular Biology ,by F. M. Ausubel, ISBN: 047150338X, John Wiley & 
Sons, Inc. 1988, and Short Protocols in Molecular Biology, by F. M. Ausubel et al. (eds.) 
3rd ed. John Wiley & Sons; ISBN: 0471137812, 1995. These publications are incorporated 
herein in their entirety by reference. Furthermore, a number of immunological techniques 
are not in each instance described herein in detail, as they are well known to the person of 
skill in the art. See e.g., Current Protocols in Immunology, Coligan et al. (eds), John Wiley 
& Sons. Inc., New York, NY. 

The invention comprises anti-AChE antibodies and the use thereof for the diagnosis of 
pathological conditions of the CNS. Polyclonal antibodies may be generated in rabbits, 
chicken, mice, rats, sheep, or similar mammals. For generation of antibodies against a 
peptide of the invention, the peptide is produced by recombinant DNA technology in 
mammalian cells, as described in the above general references for molecular biology. 
Alternatively, the peptide may be synthetically produced by organic chemistry. The peptide 
may also be produced in bacterial or insect cells as detailed in the above-noted Current 
Protocols in Molecular Biology, Chapter 16. 

The peptide is purified from the cells in which it has been produced. Peptide purification 
methods are known to the person of skill in the art and are detailed e.g., in the above-noted 
Current Protocols in Molecular Biology, Chapter 16, and in Current Protocols in Protein 
Science, Wiley and Sons Inc. Chapters 5 and 6. Advantageously, the peptide may be 
produced as a fusion with a second protein, such as Glutathione-S-transferase or the like, or 
a sequence tag, such as the histidine tag sequence. The use of fusion or tagged proteins 
simplifies the purification procedure, as detailed in the above-noted Current Protocols in 
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Molecular Biology, Chapter 16, and in the instructions for the his-tag protein expression 
and purification kit, as available from Qiagen GmbH, 40724 Hilden, Germany. 

If the protein or peptide has been expressed as a fusion protein, it may be desirable to 
cleave the fusion partner before using the protein for the generation of antibodies, in order 
to avoid generation of antibodies against the fusion partner. The cleavage of fusion partners 
and the isolation of the desired protein is described in the above-noted Current Protocols in 
molecular Biology, Chapter 16. Vectors, protocols and reagents for expressing and 
purifying maltose-binding protein fused recombinant proteins are also available 
commercially. 

When producing a peptide of the invention, it may be desirable not to remove the fusion 
partner, as the fusion protein may stimulate the production of antibodies against the peptide. 
Generally, this consideration may be relevant when generating antibodies from peptides 
that are less than 50 amino acids in length. In particular, it has been found that the ARP 
peptide, when injected, is virtually non-immunogenic. A Keyhole Limpet hemocyanin 
(KLH)-conjugated ARP peptide was found to elicit antibodies unable to detect ARP or 
acetylcholinesterase. Antibodies capable of detecting ARP were successfully generated 
using a Glutathione-S-transferase-ARP fusion protein (detailed hereinbelow). Accordingly, 
in a preferred embodiment of the invention, antibodies are elicited using a conjugate or 
fusion protein of the peptide of the invention as antigen. A preferred fusion partner is 
Giutathione-S-transferase. 

As noted further above, the peptide may also be synthesized by chemical methods known in 
the art of chemistry. 

The generation of polyclonal antibodies against proteins is described in Chapter 2 of 
Current Protocols in Immunology, Wiley and Sons Inc. The generation of antibodies 
against peptides may necessitate some changes in protocol, because of the generally lower 
antigenicity of peptides when compared to proteins. The generation of polyclonal 
antibodies against peptides is described in the above-noted Current Protocols in 
Immunology, Chapter 9, and exemplified hereinbelow. 
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Monoclonal antibodies may be prepared from B cells taken from the spleen or lymphnodes 
of immunized animals, in particular rats or mice, by fusion with immortalized B cells under 
conditions which favor the growth of hybrid cells. For fusion of murine B cells, the cell line 
Ag-8 is preferred. 

The technique of generating monoclonal antibodies is described in many articles and 
textbooks, such as the above-noted Chapter 2 of Current Protocols in Immunology. Chapter 
9 therein describes the immunization, with peptides, of animals. Spleen or lymphnode cells 
of these animals may be used in the same way as spleen or lymphnode cells of 
protein-immunized animals, for the generation of monoclonal antibodies as described in 
Chapter 2 therein. 

The techniques used in generating monoclonal antibodies are further described in Kohler 
and Milstein, Nature 256, 495-497, 1975 and in USP 4,376,1 10. 

In the preparation of antibodies from a gene bank of human antibodies the hypervariable 
regions thereof are replaced by almost random sequences, is described in USP 5,840,479. 
This method of antibody generation is preferred if it is difficult to immunize an animal with 
a given peptide or protein. The peptide of the invention may be poorly immunogenic, even 
as a conjugate. The antibodies described in USP 5,840,479 are further preferred if it is 
desired to use antibodies with a structure similar to human antibodies, for instance, when 
antibodies are desired that have low immunogenicity in humans. 

Once a suitable antibody has been identified, it may be desired to change the properties 
thereof. For instance, a chimeric antibody may achieve higher yields in production. 
Chimeric antibodies wherein the constant regions are replaced with constant regions of 
human antibodies are further desired when it is desired that the antibody be of low 
immunogenicity in humans. The generation of chimeric antibodies is described in a number 
of publications, such as Cabilly et a!., Proc. Natl. Acad. Sci. USA 81, 3273, 1984, Morrison 
et a/., Proc. Natl. Acad. Sci. USA 81, 6851, 1984, Bouiianne et at, Nature 312, 643, 1984, 
EP 125023, EP 171496, EP 173494, EP 184187, "WO 86/01533, WO 87/02671, and Harlow 
and Lane, Antibodies: A Laboratory Manual, Cold Spring harbor Laboratory, 1988. 
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The term "antibody" is also meant to include both intact molecules as well as fragments 
thereof, such as, for example, Fab and F(ab') 2> which are capable of binding antigen. Fab 
and F(ab')2 fragments lack the Fc fragment of intact antibody, clear more rapidly from the 
circulation, and may have less non-specific tissue binding than an intact antibody (Wahl et 
al., J. Nucl. Med. 24, 316-325, 1983). 

It will be appreciated that Fab and F(ab')2 and other fragments of the antibodies useful in 
the present invention may be used for the detection and quantitation of the peptide of the 
invention and of intact AChE or its isoforms, according to the methods disclosed herein for 
intact antibody molecules. Such fragments are typically produced by proteolytic cleavage, 
using enzymes such as papain (to produce Fab fragments) or pepsin (to produce F(ab') 2 
fragments). 

An antibody is said to be "capable of binding" a molecule if it is capable of specifically 
reacting with the molecule to thereby bind the molecule to the antibody. The term "epitope" 
is meant to refer to that portion of any molecule capable of being bound by an antibody, 
that can also be recognized by that antibody. Epitopes or "antigenic detenninants" usually 
consist of chemically active surface groupings of molecules such as amino acids or sugar 
side chains, and have specific three-dimensional structural characteristics as well as specific 
charge characteristics. 

An "antigen" is a molecule or a portion of a molecule capable of being bound by an 
antibody, which is additionally capable of inducing an animal to produce antibody capable 
of binding to an epitope of that antigen. An antigen may have one or more than one epitope. 
The specific reaction referred to above is meant to indicate that the antigen will react, in a 
highly selective manner, with its corresponding antibody and not with the multitude of 
other antibodies which may be evoked by other antigens. 

The antibodies, including fragments of antibodies, useful in the present invention, may be 
used to quantitatively or qualitatively detect the peptide of the invention, in a sample. This 
can be accomplished by immunofluorescence techniques employing a fluorescent or 
color-labeled antibody (see below) coupled with light microscopic, flow cytometric, or 
fluorometric detection. 
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The antibodies (or fragments thereof) useful in the present invention may be employed 
histologically, as in immunofluorescence or immunoelectron microscopy, for in situ 
detection of a peptide of the invention. In situ detection may be accomplished by removing 
a histological specimen from a mammal, and providing the labeled antibody of the present 
invention to such a specimen. The antibody (or fragment) is preferably provided by 
applying or by overlaying the labeled antibody (or fragment) to a biological sample. 
Through the use of such a procedure, it is possible to determine not only the presence of the 
peptide, but also its distribution on the examined tissue. Using the present invention, those 
of ordinary skill will readily perceive that any of wide variety of histological methods (such 
as staining procedures) can be modified in order to achieve such in situ detection. 

Such assays for the protein of the invention typicaUy comprise incubating a biological 
sample, such as a biological fluid, a tissue extract, freshly harvested cells such as 
lymphocytes or leukocytes, or cells which have been incubated in tissue culture, in the 
presence of a labeled antibody capable of identifying the peptide, and detecting the 
antibody by any of a number of techniques well known in the art. 

The biological sample may be treated with a solid phase support or carrier such as 
nitrocellulose, or other solid support or carrier which is capable of immobilizing cells, cell 
particles or soluble proteins. The support or carrier may then be washed with suitable 
buffers followed by treatment with a detectably labeled antibody in accordance with the 
present invention, as noted above. The solid phase support or carrier may then be washed 
with the buffer a second time to remove unbound antibody. The amount of bound label on 
said solid support or carrier may then be detected by conventional means. 

By "solid phase support", "solid phase carrier", "solid support", "solid carrier", "support" or 
"carrier" is intended any support or carrier capable of binding antigen or antibodies. 
Well-known supports or carriers, include glass, polystyrene, polypropylene, polyethylene, 
dextran, nylon amylases, natural and modified celluloses, polyacrylamides, and magnetite. 
The nature of the carrier can be either soluble to some extent or insoluble for the purposes 
of the present invention. The support material may have virtually any possible structural 
configuration so long as the coupled molecule is capable of binding to an antigen or 
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antibody. Thus, the support or carrier configuration may be spherical, as in a bead, 
cylindrical, as in the inside surface of a test tube, or the external surface of a rod. 
Alternatively, the surface may be flat such as a sheet, test strip, etc. Preferred supports or 
carriers include polystyrene beads. Those skilled in the art will know many other suitable 
carriers for binding antibody or antigen, or will be able to ascertain the same by use of 
routine experimentation. 

The binding activity of a given lot of antibody, of the invention as noted above, may be 
determined according to well known methods. Those skilled in the art will be able to 
determine operative and optimal assay conditions for each determination by employing 
routine experimentation. 

Other such steps as washing, stirring, shaking, filtering and the like may be added to the 
assays as is customary or necessary for the particular situation. 

One of the ways in which an antibody in accordance with the present invention can be 
detectably labeled is by linking the same to an enzyme and used in an enzyme 
immunoassay (EIA). This enzyme, in turn, when later exposed to an appropriate substrate, 
will react with the substrate in such a manner as to produce a chemical moiety which can be 
detected, for example, by spectrophotometric, fluorometric or by visual means. Enzymes 
which can be used to detectably label the antibody include, but are not limited to, malate 
dehydrogenase, staphylococcal nuclease, delta-5-steroid isomerase, yeast alcohol 
dehydrogenase, alpha-glycerophosphate dehydrogenase, triose phosphate isomerase, 
horseradish peroxidase, alkaline phosphatase, asparaginase, glucose oxidase, 
beta-galactosidase, ribonuclease, urease, catalase, glucose-6-phosphate dehydrogenase, 
glucoamylase and acetylcholinesterase. The detection can be accomplished by colorirnetric 
methods which employ a chromogenic substrate for the enzyme. Detection may also be 
accomplished by visual comparison of the extent of enzymatic reaction of a substrate in 
comparison with similarly prepared standards. 

Detection may be accomplished using any of a variety of other immunoassays. For 
example, by radioactive labeling the antibodies or antibody fragments, it is possible to 
detect receptor tyrosine phosphatase (R-PTPase) through the use of a radioimmunoassay 
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(RIA). A good description of RIA may be found in Laboratory Techniques and 
Biochemistry in Molecular Biology, by Work, T.S. et al., North Holland Publishing 
Company, NY (1978) with particular reference to the chapter entitled "An Introduction to 
Radioimmune Assay and Related Techniques" by Chard, T., incorporated by reference 
herein. The radioactive isotope can be detected by such means as the use of a g counter or a 
scintillation counter or by autoradiography. 

It is also possible to label an antibody in accordance with the present invention with a 
fluorescent compound. When the fluorescently labeled antibody is exposed to light of the 
proper wavelength, its presence can be then detected due to fluorescence. Among the most 
commonly used fluorescent labeling compounds are fluorescein isothiocyanate, rhodamine, 
phycoerythrine, pycocyanin, allophycocyanin, o-phthaldehyde and fluorescamine. 

The antibody can also be detectably labeled using fluorescence emitting metals such as 
152 E, or others of the lanthanide series. These metals can be attached to the antibody using 
such metal chelating groups as diethyl enetriamine pentaacetic acid (ETPA). 

The antibody can also be detectably labeled by coupling it to a chemiluminescent 
compound. The presence of the chemiluminescent-tagged antibody is then determined by 
detecting the presence of luminescence that arises during the course of a chemical reaction. 
Examples of particularly useful cherniluminescent labeling compounds are luminol, 
isoluminoL theromatic acridinium ester, imidazole, acridinium salt and oxalate ester. 

Likewise, a bioluminescent compound may be used to label the antibody of the present 
invention. Bioluminescence is a type of chemiluminescence found in biological systems in 
which a catalytic protein increases the efficiency of the chemiluminescent reaction. The 
presence of a bioluminescent protein is determined by detecting the presence of 
luminescence. Important bioluminescent compounds for purposes of labeling are luciferin, 
luciferase and aequorin. 

An antibody molecule of the present invention may be adapted for utilization in an 
immunometric assay, also known as a "two-site" or "sandwich" assay. In a typical 
immunometric assay, a quantity of unlabeled antibody (or fragment of antibody) is bound 
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to a solid support or carrier and a quantity of detectably labeled soluble antibody is added to 
permit detection and/or quantitation of the ternary complex formed between solid-phase 
antibody, antigen, and labeled antibody. 

Typical, and preferred, immunometric assays include "forward" assays in which the 
antibody bound to the solid phase is first contacted with the sample being tested to extract 
the antigen from the sample by formation of a binary solid phase antibody-antigen 
complex. After a suitable incubation period, the solid support or carrier is washed to 
remove the residue of the fluid sample, including unreacted antigen, if any, and then 
contacted with the solution containing an unknown quantity of labeled antibody (which 
functions as a "reporter molecule"). After a second incubation period to permit the labeled 
antibody to complex with the antigen bound to the solid support or carrier through the 
unlabeled antibody, the solid support or carrier is washed a second time to remove the 
unreacted labeled antibody. 

In another type of "sandwich" assay, which may also be useful with the antigens of the 
present invention, the so-called "simultaneous" and "reverse" assays are used. A 
simultaneous assay involves a single incubation step as the antibody bound to the solid 
support or carrier and labeled antibody are both added to the sample being tested at the 
same time. After the incubation is completed, the solid support or carrier is washed to 
remove the residue of fluid sample and uncomplexed labeled antibody. The presence of 
labeled antibody associated with the solid support or carrier is then determined as it would 
be in a conventional "forward" sandwich assay. 

In the "reverse" assay, stepwise addition first of a solution of labeled antibody to the fluid 
sample followed by the addition of unlabeled antibody bound to a solid support or carrier 
after a suitable incubation period is utilized. After a second incubation, the solid phase is 
washed in conventional fashion to free it of the residue of the sample being tested and the 
solution of unreacted labeled antibody. The determination of labeled antibody associated 
with a solid support or carrier is then determined as in the "simultaneous" and "forward" 
assays. 
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The present invention provides an immunoassay for the detection and quantification of a 
peptide of the invention. The creation of immunoassays, such as RIA or ELISA, has been 
described in many articles, textbooks, and other publications. Reference is made to WO 
97/03998, p. 48, line 4 to p. 52, line 27. Immunoassays of the invention may be if two 
general types: Firstly, i mm unoassays using an immobilized peptide of the invention, may 
be used. Secondly, immunoassays using immobilized antibodies directed against an epitope 
of a peptide of the invention may be used to quantify a peptide of the invention. 

In a preferred embodiment of the invention, the assay is an immunoblot assay. The sample, 
e.g., a cerebrospinal fluid (CSF) sample, is diluted, e.g., 1:10, in order to avoid overloading. 
The sample is then loaded onto a polyacrylamide gel, optionally a gradient gel, and 
electrophoresed. Synthetic or recombinantly produced peptide preferably SEQ ID: No. 1, 
SEQ ID: No. 2, or SEQ ID: No. 3, may be added in separate lanes or spiked to the sample 
lanes, as positive controls. The gel is then blotted, preferably onto a Nitrocellulose or Nylon 
membrane. The blot is reacted with antibodies against the acetylcholine-derived peptide, 
preferably antibodies reactive with SEQ ID: No. 1, 2 or 3. A more preferred antibody is the 
rabbit anti-GST-ARP antibody as described herein. Bound antibody may then be detected 
by antibodies reactive with the antibody of the invention, e.g., anti-rabbit immunoglobulins. 
These immunoglobulins are preferably labeled, e.g., by Peroxidase conjugation. The 
detection of the label is then carried out according to methods known in then art. 
Preferably, peroxidase-conjugated immunoglobulins are detected using the ECL™ detection 
system (Amersham Pharmacia Biotech, UK). 

As described above, a preferred sample is serum. However, other body fluids may be used, 
including cerebrospinal fluid, liquor, saliva, and the like. Also liquid extracts of body tissue 
may be analyzed. Alternatively, body tissue may be analyzed without extraction using 
cytochemical staining or immunostaining as described herein. 

A preferred body fluid is cerebrospinal fluid. For instance, increased levels of AChE or of a 
peptide of the invention in cerebrospinal fluid, may be indicative of elevated blood Cortisol 
levels, and may further be indicative of stress. 
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Such assays as hereinabove described may find use in diagnostics, as the level of the 
peptide of the invention may need to be evaluated in a number of conditions. For instance, 
such assays may be useful in order to monitor the effect of treatment of a patient with a 
peptide of the invention. Furthermore, such assays may be used in deterrnining stress due to 
psychological, chemical, or physical insult to the CNS (see Examples hereinbelow). 

Thus, in a preferred embodiment, the invention provides a method for the diagnosis of 
psychological, chemical, or physical insult to the CNS, comprising obtaining a sample from 
said mammal, contacting said sample with an antibody of the invention, removing unbound 
antibody, and detecting the extent of reaction between said antibody and 
acetylcholinesterase or a fragment thereof present in said sample. The sample is preferably 
cerebrospinal fluid. 

In a specifically preferred embodiment the invention relates to a method for the diagnosis 
of Alzheimer's disease in a subject comprising obtaining a sample from said subject, 
contacting said sample with an antibody of the invention, removing unbound antibody, and 
detecting the extent of reaction between said antibody and acetylcholinesterase or a 
fragment thereof present in said sample. 

Experimental Procedures 

In situ hybridization: In situ hybridization procedures, were performed on cultured cells 
and tissues, as detailed elsewhere (Grisaru et al, Mol. Cell. Biol. 19, 788-95, 1999, Kaufer 
et al, Nature 393, 373-7, 1998). Cultured cells were centrifuged at 300 X g and fixed, using 
4% paraformaldehyde, to collagen-coated cover slips placed on the bottom of the culture 
well. 5'-BiotinyIated, 2'-0-methylated AChEcRNA probes complementary to 3 '-alternative 
human ACHE exons were employed. Detection and quantification of the various 
AChEmRNA transcripts in fetal tissues were performed as previously described (Grisaru et 
al., ibid). Confocal microscopy scans of the culture-derived cells were obtained using a 
MRC-1024 Bio-Rad confocal microscope (Hemel Hempstead Herts, UK). A projection was 
built from each cell image and specific criteria were set for size and intensity of the Fast 
Red fluorescence. Image-Pro 3.0 software (Media Cybernetics, Silver Spring, MD, USA) 
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was used to analyze the signals obtained. ANOVA (Analysis of Variance) test was used for 
calculation of p values. 

Immunobtot: Mouse serum was diluted 1:10. ARP, ASP, recombinant AChE-S (Sigma 
Chemical Co.) and recombinant AChE-R extracted from transfected COS cells (Ben 
Aziz-Aloya et al., Proc. Natl. Acad. Sci. USA 90, 2471-5, 1993, Seidman et al., Mol. Cell. 
Biol. 15, 2993-3002, 1995) served as positive controls. Protein electrophoresis in SDS 
gradient (4-20%) polyacrylamide gels (Bio-Rad Laboratories, Hercules, CA) was followed 
by immunodetection using the rabbit anti-GST-ARP antibodies, Peroxidase-conjugated 
anti-rabbit immunoglobulins and ECL™ detection (Amersham Pharmacia Biotech, UK). 

Animal models and in vivo experiments: Transgenic FVB/N mouse pedigrees expressing 
human AChE variants were described elsewhere, as were the biochemical methods for 
measuring AChE activity (Stemfeld et al^ J. Physiol., Paris, 92, 249-55, 1998). The 
confined swim protocol for exerting acute psychological stress was performed as detailed 
(Kaufer et al., Nature 393, 373-7, 1998). Immediately following the stress, the treated mice 
were injected intraperitoneally with 0.03 ng AS1 (AS1 is a 2'-0-methyl-protected antisense 
oligodeoxynucleotide targeted to ACHE exon 2, which is common for AChE-S and 
AChE-R mRNA). per gram body weight. Another group of non-stressed mice were 
injected with normal saline. Twenty-four hours later, the animals were sacrificed and 
peripheral blood was collected in EDTA covered tubes (Becton Dickinson 
Immunocytochemistry System, Inc., San Jose, CA) prepared with 25 units of heparin 
sodium USP (Kamada LTD, Kibbutz Beit-Kama, Israel). Whole blood AChE activity was 
analyzed, and WBC and platelet counts determined, using an Ac-T diff hematology 
analyzer (Beckman Coulter, Inc., Fullerton, CA). 

Example 1 

Expression of recombinant ARP 

The sequence coding the C-terminal region of 14 (i.e., the "readthrough" variant of 
acetylcholinesterase, comprising the ARP peptide sequence), was amplified by PCR using 
the following oligonucleotide primers: 
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GCT GGA TCC ATC GAG GGG CGA GGT ATG CAG GGG CCA GCG GGC (I4-up), 
also denoted as SEQ ID: No. 4, and 

TAT AAG CTT CTA GGG GGA GAA GAG AGG GG" J4-down), also denoted as SEQ 
ID: No. 5, and introduced into pGEX-KG (ATCC Accession No. ATCC77103, see also 
Anal. Biochem. 192:262-267, 1991) plasmid. 

Antibody production 

GST and I4-GST fusion protein were purified from the supernatant of E. coli lysate by 
affinity chromatography on glutathione-Sepharose (Pharmacia), eluted with 10 mM 
reduced glutathione in 50 mM Tris-HCl, pH 8.0, dialyzed to 0.1 M ammonium acetate 
buffer, pH 7.0, aliquoted and lyophilized. The stability and identity of the protein was 
confirmed by SDS-PAGE. The following protease inhibitors were used during the 
preparation: aprotinin (10 u.g/ml), benzamidine (5 mM), Pefabloc SC (0.2 mM), and EDTA 
(1 mM). Prior to affinity chromatography, the E. coli lysate was incubated for 20 min at 
37°C with 0.2 mM Mg-ATP in order to dissociate the fusion proteins from contamination 
of bacterial proteins. The procedure was performed according to Pharmacia 
recommendations. 

Two New Zealand female rabbits were immunized subcutaneously with 0.3 mg fusion 
protein in complete Freund's adjuvant, and then reimmunized monthly with 0.2 mg fusion 
protein in incomplete Freund's adjuvant. Blood samples were taken 10 days after the 
immunization. The specific antibodies in the sera were detected by ELIS A on immobilized 
fusion protein, in the presence of excess of soluble GST (20 u.g/ml). The reacting sera were 
chosen for antibody purification. The immobilized I4-GST, GST and E. coli lysate were 
prepared using Affigel 10 (Bio-Rad) according to the manufacturer's recommendations. 

Crud IgG fraction was prepared from the serum by 50% saturation (NHj^SC^ precipitation 
and dialyzed in 100 mM Tris-HCl, pH 8.0. In order to get rid of anti-GST antibodies, the 
IgG fraction was incubated with GST beads (Affigel 1 0, Bio-Rad) overnight at 4°C. The 
bound material was eluted with 4.5 M MgCl2. The procedure was repeated with the 
unbound material several times, until no antibodies were eluted from GST beads. In order 
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to get rid of antibodies against possible contamination of bacterial proteins, the same 
procedure was performed with immobilized heat-shocked E. coli lysate proteins. 

The unbound material was then applied to I4-GST beads (Affigel 10, Bio-Rad), incubated 2 
hr at room temperature or overnight at 4°C, and the bound material was eluted with 3.5 M 
MgCfe. The eluted antibodies were dialyzed against 10 mM Tris-HCl, pH 8.0, and then 
against PBS, containing 0.025% NaN 3 . 

Example 2 

Elevation of AChE levels in CSFupon CNS stress 

The inventors have found that ARP and AChE-R are regulated following psychological, 
chemical, or physical insult to the CNS, at both the mRNA and enzyme levels. Examples 
of chemical insult include exposure to harmful substances such as nerve gas or insecticide. 
Examples of physical insult include head injury, head trauma, irradiation insult, and the 
like. 

Using high-resolution in-situ hybridization (performed essentially as described in 
Experimental Procedures) to paraffin embedded human tumor sections, the inventors have 
found intensive overexpression of AChE-R mKNA transcript in glioblastoma multiform 
tumors and particularly in their highly proliferative margins, as compared to the benign 
brain tissue surrounding these surgically removed tumors. Moreover, AChE-R expression 
levels increased considerably in post-surgery brain sections, especially following 
irradiation. Pathologically-classified tumor specimens further revealed pronounced 
increases in the extent and incidence of glioblastoma AChE overproduction as related to 
tumor grading. These findings add to the general understanding of the molecular biology of 
glioblastoma tumors and can lead to novel, less harmful treatment paradigms. 

The present inventors have also found, by in situ hybridization as described hereinabove, 
that AChE-R mRNA changes its subcellular localization under stress. While under control 
conditions, said mRNA is detected exclusively in the soma of cortical neurons, following 
stress treatments AChE-R mRNA extends into the proximal domain of dendrites. 
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AChE expression was investigated in transgenic FVB/N mouse pedigrees expressing 
human AChE splice variants. As controls, extracts of Xenopus laevis oocytes expressing 
various human AChE splice variants, were used. The transgenic mouse lines and Xenopus 
expression systems are described in Sternfeld et ai, J. Physiol., Paris, 92, 249-55, 1998, 
which publication is incorporated herein in its entirety by reference. The influence of stress 
was investigated using the confined swim protocol for exerting acute psychological stress 
as detailed by Kaufer et ai, Nature 393, 373-7, 1998. 

Rabbit polyclonal antibodies against ARP (SEQ ID: No. 1) were obtained as described 
hereinabove. Antibodies against AChE common domain were obtained from a commercial 
supplier. 

Extracts of Xenopus oocytes or of mouse brain tissue (cortex or basal nuclei), or human 
cerebrospinal fluid (CSF), were subjected to SDS-PAGE. Fig. 1 shows immunoblots of 
cerebrospinal fluid (CSF), recombinant AChE-S (rE6, Sigma), or AChE-R (14 extracts, 
produced in Xenopus oocytes as detailed hereinabove). The antibodies directed against the 
C-terminal peptide of AChE-R, ARP (anti-I4, Fig. 1, right-hand side) fail to react with the 
AChE-S protein, because the intron 4 region is spliced out in this mRNA. On the other 
hand, the antibodies clearly identify the AChE-R protein. Antibodies raised against the 
common domain of AChE (Fig. 1, left-hand side) are able to identify both AChE-R and 
AChE-S proteins. 

In the following, "Non-stressed humans" refers to patients in which no enhanced 
Omnipaque signal was detected by CT brain scan, while "stressed humans" refers to 
patients in which an enhanced Omnipaque signal was detected by CT brain scan (see 
section hereinbelow relating to CT scans for details). 

In cerebrospinal fluid of non-stressed humans (Fig. 1, "-"), no AChE can be detected by 
either antibody. In contrast, both antibodies readily detect AChE protein in the CSF of 
stressed human CSF (Fig. 1, "+"). The antibody against the common domain also detects a 
smaller fragment of AChE (Fig. 1, left-hand side). This fragment corresponds in size to a 
C-terminally truncated AChE-R protein. Indeed the antibody against the C-terminal peptide 
fails to detect this band (Fig. 1, left-hand side). 
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These experiments show that AChE occurs in increased levels in CSF upon CNS stress. 

AChE could also be detected in mouse brain tissue. Fig. 2 shows extracts from the cortex 
and basal nuclei region obtained from the brain of control and human AChE transgenic 
mice. Transgenic FVB/N mouse pedigrees used herein, expressing human AChE variants, 
were described by Sternfeld et al, J. Physiol., Paris, 92, 249-55, 1998. E6 in Fig. 2 denotes 
a transgenic mouse expressing human AChE-S, In is a transgenic mouse expressing 
insertion-inactivated human AChE-S, M45 and I4 70 A denote transgenic mice expressing 
various AChE-R constructs. The tissues were extracted, run on SDS-PAGE gels and blotted 
as described in the above Sternfeld et al. As a control, extracts from Xenopus oocytes 
expressing human AChE-S (E6), AChE-R (14), or AChE-E (E4) were run in parallel. Fig. 
2A shows detection of human AChE isofonns in transgenic mouse brain tissues by the 
antibody against the common domain of AChE. AChE is detected in cortex and basal 
nuclei. The transgenic mice expressing the insertion-inactivated AChE-S construct (In), 
show weak expression of AChE in basal nuclei, and fail to express AChE over the level of 
control (non-transgenic) mice in cortex (Fig. 2A). 

When using the anti-ARP antibodies, similar results were obtained, with the exception that 
no smaller fragments could be detected (Fig. 2B). 

Example 3 

In vivo ARP effects 

ARP accumulates in the serum under stress 

To find out whether the ARP peptide occurs naturally in blood and if its levels increase 
under psychological stress, FVB/N mice (n=12) were subjected to confined swim protocol 
for exerting acute psychological stress as detailed elsewhere (Kaufer et al, ibid). Serum 
samples removed 24 hr later were subjected to gradient gel electrophoresis. Fig. 3, top, 
shows a Poinceau- stained polyacrylamide gradient gel (4-20%, Bio-Rad) loaded with: (1) 
protein extract from COS cells transfected with AChE-R encoding plasmid (Ben 
Aziz-Aioya et al, Proc. Natl. Acad. Sci. USA 90, 2471-5, 1993, Seidman et al, Mol. Cell. 
Biol. 15, 2993-3002, 1995) and mixed with synthetic ARP (ARP+ AChE-R); (2) 
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recombrnant AChE-S (Sigma), mixed with synthetic ASP (ASP+AChE-S); (3) serum (2 
pJL) from a saline-injected mouse, removed 24 hr post-treatment (Control); (4) serum from 
a mouse subjected to confined-swim stress as described above, removed 24 hr 
post-treatment (Stress). Positions of molecular weight markers are shown on the left. The 
gel was then electroblotted and immune-detected (see "immunoblot" in the Experimental 
Procedures section for details) with affinity-purified rabbit antibodies elicited toward a 
recombinant GST-ARP fusion protein (Fig. 3, bottom). A 67 KDa protein, consistent with 
the expected size of AChE-R, is detected in the serum (upper arrow). Furthermore, 
selective labeling of synthetic ARP (but not AChE-S or ASP) by this antibody is detected. 
Accumulation of ARP in the serum of stressed mice is evident from the intense labeling of 
native ARP in the stressed mouse serum (lower arrow). 

ARP accumulation in the serum under stress 

The intense labeling of ARP in the unfractionated mouse serum removed 24 hr following 
stress treatment revealed more pronounced increases in this peptide than in its native 
protein AChE-K_ This may reflect elevated proteolytic activity under stress. Combined with 
the absence of cleavage sites for common proteases within the ARP sequence, this further 
explains the reproducible series of proteolytic degradation products of serum AChE-R 
which were intensified in the stressed serum samples. The physiological implications of 
this finding are that AChE catalytic activity measurements are underestimates of the extent 
of its overproduction in the blood under stress. Likewise, measuring acetylcholine 
hydrolysis may underestimate the actual amounts of the AChE protein and its degradation 
products in the brain or muscle. The reported decreases of AChE activity in Alzheimer's 
disease may hence mislead researchers and clinicians alike by masking the accumulation of 
morphologically active AChE-derived peptides with long-term effects. 

Example 4 

AChE-R effects on hippocampal LTP suggest causal involvement in neuronal stress 
responses 

At the molecular level, psychological stress notably leads to fast yet long lasting 
modulation of gene expression. As for the genes concerning the cholinergic system, it has 
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been shown that within one hour from acute stress, long lasting changes in cholinergic 
gene expression are facilitated (Kaufer ei a!., ibid. 1998). This particularly refers to drastic 
elevation in the levels of the normally rare "readthrough" variant of acetylcholinesterase 
(AChE-R), coupled with down-regulation of acetylcholine synthesizing and packaging 
proteins, the enzyme ChAT and the associated vesicular acetylcholine transporter 
(vAChT). This feedback response presumably contributes to reduce ACh levels following 
stress. Another outcome of stress responses involves a sudden increase in proteolytic 
activities. This leads, among other effects, to the cleavage of the C-terminal peptide (ARP 
= AChE Readthrough Peptide) from the "readthrough" core enzyme. Immunodetection 
using anti-ARP antibodies reveals an increase in AChE-R degradation products in the 
cerebrospinal fluid of patients under stress (Kaufer, PhD thesis, 2000). Moreover, injection 
of synthetic ARP by itself induces proliferation of hematopoietic progenitor cells and 
over-expression of bone marrow AChE-R within 24 hr (Grisaru ei al, submitted., 2000). 
These recent observations raised the intriguing possibility that AChE-R also possesses 
physiological and behavioral functions. To test this working hypothesis, the effects on LTP 
of confined swim stress (1 hr after induction), was compared with those induced by 
transgenic mice over-expressing AChE-R 

Differential properties of AChE variants in synaptic plasticity - Stress effects 

The "readthrough" AChE variant is the sole AChE variant that is up-regulated under 
psychological stress. Therefore, the possibility that the immediate recovery from 
psychological stress, in light of the over-expression of the AChE "readthrough" form will 
affect the partem of LTP, was explored. 

Stress was induced by forcing mice to swim twice for 4 min, with 4 min interval, and 1 hr 
later slices were taken for LTP experiments. The Schaffer collaterals-CAl synapse pathway 
was tested. Basal field potentials were recorded for 15 min at 0.033 Hz. LTP was then 
induced by 3 consecutive tetanic stimulations, each of 1-sec duration, at 50 Hz with 20 sec 
inter-stimulus intervals. After tetanization, the change in the slope of the post-synaptic field 
potential (PSP) was followed for up to 3 hrs. 
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As shown in Fig. 4, while slices from control mice exhibit a stepwise potentiation of 235 ± 
27% (n = 3), the slices from stressed mice demonstrate a different pattern. LTP had a slow 
onset delayed by 5 to 20 min and reached a plateau of 238 ± 18% (n = 8) potentiation, 
similar in that respect to control levels. 

Therefore, stress changes the onset of LTP, lagging the early phase, yet achieving a 
subsequent stable potentiation. 

AChE-R effects 

Transgenic mice over-expressing the "readthrough" isoform AChE-R enabled direct 
examination of the question whether stress affects LTP, via elevation of AChE-R. Slices 
were prepared from adult control and transgenic mice, 3 to 5 months old, and LTP 
experiments were performed as described above. 

As shown in Fig. 5, LTP in slices from transgenic mice over-expressing AChE-R shows the 
same pattern of slow onset as in the stress-induced mice (compare to Fig 4). 

Example 5 

Disruption of the blood-brain barrier is associated with stress response 

In a search for the molecular parameters associated with Blood-Brain-Barrier (BBB) 
disruption, a quantitative approach for analyzing human brain images derived by 
Computerized Tomography (CT), Magnetic Resonance Imaging (MRI), or Single Photon 
Emission CT (SPECT) was developed. Fig. 6B shows Computerized Tomography scans of 
patients with and without administration of Omnipaque (Nycomed AS), a soluble Iodine 
containing contrast agent. The Figure demonstrates that in normal patients, little contrast 
agent penetrates into the brain. However, in patients suffering from eclampsia during 
pregnancy, or in patients suffering focal epileptic seizures, a significantly enhanced 
penetrance of Omnipaque into the brain was found (see arrow in Fig. 6B). In 17 out of 34 
patients with diverse CNS related symptoms, greater than 50% increase in brain penetrance 
of the corresponding contrast agents, Omnipaque, gadolinium, or DTPA was observed. 
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Fig. 7A shows an example of enhanced Omnipaque signal revealed by CT scan versus 
control patients, also in post-ischemia patients. 

When analyzing the above described data for the region of the brain showing greatest 
signal enhancement, significant signal enhancement was found in the Corona Radiata, gray 
matter, and soft tissue regions. Very little enhancement of penetration of contrast agent 
into the thalamus region was found, and the cerebellum and pons regions appeared 
unaffected. The percent enhancement of contrast agent signal was greatest (30% average) 
in the soft tissue (Fig. 7B). 

These data indicate disruption of the BBB in patients with CNS pathologies. The data 
further show that disruption of CNS is associated with stress, and that the greatest extent of 
disruption of the BBB appears to occur in soft tissue, gray matter, and Corona Radiata 
regions. 

In order to find out whether such disruption was linked to CNS stress, the signal 
enhancement (i.e., the percent increased penetrance of Omnipaque into the brain, as 
revealed by CT scan) was correlated to various stress parameters. Fig. 6C shows that 
disruption of the BBB was indeed correlated with stress indicators such as heart rate, 
leukocyte number, and serum Cortisol levels. Blood pressure and body temperature, on the 
other hand, appeared not correlated to increased penetrance of contrast agents such as 
Omnipaque. 

CSF samples taken from patients were run on SDS-PAGE gels, blotted, and stained with 
anti-AChE antibodies. The immunoblots revealed enhanced levels of AChE-R in samples 
of stressed patients. 

The above results were confirmed in animal experiments. Mice subjected to confined swim 
stress protocol as described above were injected with Evans Blue, a dye that usually does 
not penetrate the BBB because of its association with blood albumin. Fig. 6A shows that a 
large amount of the dye penetrates the brain of stressed mice, as compared to very low 
levels in nonstressed control mice. 
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Example 6 

Selective increase in theAChE-R protein in the CSF of Alzheimer 's disease patients 

To explore the potential involvement of specific acetylcholinesterase (AChE) isoforms 
with Alzheimer's disease (AD), cerebrospinal fluid (CSF) samples from AD patients and 
matched controls were subjected to measurements of catalytic activities and to 
electrophoretic separation followed by immunoblot analyses and densitometric 
quantification of the labeling signals. As expected, and was shown previously, 
(Saez-Valero et al, J. Neurochem. 72, 1600-1608, 1999), AD CSF showed a lower AChE 
activity (16.3+2.0 U/ml, n=6) than controls (28.3+4.9 U/ml, n=6). Data are mean ± SEM, 
One unit (U) is defined as the amount of enzyme hydrolyzing 1 nmol of acetylthiocholine 
per minute at 22 °C (not shown). 

To test whether decrease in the AChE activity in AD CSF is related to differential 
expression of the AChE-R, 8 u,g protein from CSF samples were subjected to 
electrophoretic separation followed by immunoblot analysis and densitometric 
quantification. Blots were incubated withjthe antibody against the C-terminal peptide 
unique to AChE-R (anti-ARP: top panel Fig. 8 A), or with the antibody targeted to the 
common domain to all AChE isoforms (anti-core; bottom panel) 

As shown in Fig. 8A, three protein bands were observed between 66 and 46 kDa with both 
antibodies. These three protein bands probably reflect different extents of glycosylation of 
the AChE proteins. However, the polyclonal antibody elicited towards the C-terminal 
peptide, unique to the stress associated "readthrough" AChE isoform, revealed a 
significant increase (p<0.05) in the AD CSF samples as compared with controls (top 
panel). On the other hand, when polyclonal antibody targeted to the N-terminal domain, 
common to all AChE isoforms, was used (bottom panel), no significant differences were 
found between AD and control samples, although the signal was stronger in control. Note 
that ARP, human recombinant AChE-S and AChE-R were used as positive or negative 
controls on right of the fillers. 

The results were confirmed by quantitation of the blots using densitometric analysis (Fig. 
8B). 
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Immunolabeling o/ARP in Alzheimer 's disease vs. normal brain sections 
The pattern of expression of AChE-R in brain sections of Alzheimer's disease patients was 
next investigated, in order to establish whether expression of this protein was a different 
also in the brain, similar to the differences in expression found in CSF. 

Figs. 9A to 9H present the immunolabeling with anti-ARP antibody in various paraffin 
embedded brain sections. Intriguingly, in Alzheimer's patients the anti-ARP stained mostly 
microglia, whereas in normal brain sections neurons and blood vessels were labeled. 
Indeed, considerable differences in labeling ARP in AD brain sections were found, 
compared to normal brain sections. 

In conclusion, a selective increase in AChE-R protein occurs in CSF of AD patients. The 
more robust production of AChE-R in AD could contribute to or attenuate the 
characteristic neurodeterioration of this form of dementia. In view of the non-cholinergic, 
non catalytic activities attribute to AChE-R in modulating long-term neuronal 
reorganization following stress or other cholinergic insults (Kaufer et al., Nature 393, 
373-377, 1998), this possibility seems quite probable. 
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Claims 



1. An antibody recognizing one of the ACKEMt splice variant of 
acetylcholinesterase and a Oterminal peptide derived therefrom, said 
C-terminal peptide comprising the 14 peptide, for diagnosing at least one of 
central nervous system (CNS) stress, disruption of the blood-brain-barrier 
and Alzheimer's disease, 

2. The antibody according to claim 1, wherein the CNS stress is caused by 
any one of psychological, chemical and physical insult. 

3. The antibody according to claim 1, which recognizes said C-terminal 
peptide. 

4. The antibody according to claim 3, wherein the C-terminal peptide has 
an amino acid sequence as denoted by any one of SEQ ID: No. 1, 2, and 3. 

5. The antibody according to claim 4, which is monoclonal. 

6. A method for the diagnosis of one of central nervous system (CNS) 
stress and disruption of the blood*brain-barrier in a mammal, comprising 
obtaining a sample from said mammal, contacting said sample with an 
antibody of any one of claims 1 to 5, removing unbound antibody, and 
detecting the extent of reaction between said antibody and 
acetylcholinesterase or a fragment thereof present in said sample. 

7. A method for the diagnosis of one of central nervous system (CNS) 
stress and disruption of the blood-brain-barrier in a mammal, comprising 
contacting a sample of said mammal with an antibody of any one of claims 1 
to 6, removing unbound antibody, and detecting the extent of reaction 
between said antibody and acetylcholinesterase or a fragment thereof present 
in said sample. 

8. The method of any one of claims 6 or 7, wherein the CNS stress is 
caused by one of physical, chemical and psychological insult. 
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9. The method according to claim 8 wherein the physical insult is one of 
head injury, head trauma and exposure to irradiation. 

10. The method according to claim 8, wherein the chemical insult is one of 
exposure to insecticide and nerve gas. 

1.1. A method for the diagnosis of Alzheimer's disease in a subject, 
comprising obtaining a sample from said subject, contacting said sample with 
an antibody of any one of claims 1 to 5, removing unbound antibody, and 
detecting the extent of reaction between said antibody and 
acetylcholinesterase or a fragment thereof present in said sample. 

12. A method for the diagnosis of Alzheimer's disease in a subject, 
comprising contacting a sample of said mammal with an antibody of any one 
of claims 1 to 5, removing unbound antibody, and detecting the extent of 
reaction between said antibody and acetylcholinesterase or a fragment 
thereof present in said sample. 

13. A method according to any one of claims 6 to 10, wherein the sample is 
one of scrum and cerebrospinal fluid sample. 

14. A method according to any one of claims 11 or 12, wherein the sample is 
one of serum and cerebrospinal fluid sample. 

1 5. Use of the antibodies of claims 1 to 5, in the diagnosis of one of central 
nervous system (CNS) stress, Alzheimer's disease and disruption of the 
blood-brain-barrier in a mammaL 
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SEQUENCE LISTING 

<1 10> Yissum Research Development Company of the Hebrew 

<120> Novel antibodies for the diagnosis of CNS stress 

<130> 8248/99 

<140> 
<141> 

<160> 5 

<170> Patentln Ver. 2.1 

<210> 1 

<211>26 

<2I2> PRT 

<213> Homo sapiens 

<400> 1 

Gly Met Gin Gly Pro Ala Gly Ser Gly Trp Glu Glu Gly Ser Gly Ser 
15 10 15 

Pro Pro Gly Val Thr Pro Leu Phe Ser Pro 
20 25 



<210> 2 

<211>40 

<212> PRT 

<213> Homo sapiens 
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<400> 2 

Asp Thr Leu Asp Glu Ala Glu Arg Gin Trp Lys Ala Glu Phe His Arg 
15 10 15 

Trp Ser Ser Tyr Met Val His Trp Lys Asn Gin Phe Asp His Tyr Ser 
20 25 30 

Lys Gin Asp Arg Cys Ser Asp Leu 
35 40 



<210> 3 

<211>27 

<212> PRT 

<213> Homo sapiens 

<400> 3 

Phe His Arg Trp Ser Ser Tyr Met Val His Trp Lys Asn Gin Phe Asp 
15 10 15 

His Tyr Ser Lys Gin Asp Arg Cys Ser Asp Leu 
20 25 



<210>4 
<211>42 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: 5' primer for 
intron 4 of human acetylcholinesterase 
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<400> 4 

gctggatcca tcgaggggcg aggtatgcag gggccagcgg gc 42 

<210> 5 

<211>30 

<212>DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence.^' primer for 
intron 4 of human acetylcholinesterase 

<400>5 

tataagcttc tagggggaga agagaggggt 30 
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Fig. 3 
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Declaration and Power of Attorney For Patent Application 

English Language Declaration 

As a. below named inventor, I hereby declare that: 

My residence, post office address and citizenship are as stated below next to my name, 

I believe l am the original, first and sole inventor (if only one name is listed below) or an original, 

first and joint inventor (if plural names are listed below) of the subject matter which is claimed and for 

which a patent is sought on the Invention entitled 

DIAGNOSTIC USES OF ANTIBODIES AGAINST ACETYLCHOLINESTERASE OR C-TERMINAL 
PEPTIDES THEREOF 

the specification of which 

(check one) 

Bl is attached hereto. 

0 was filed on as United States Application No. or PCT International 

Application Number 

and was amended on ___ 

(if applicable) 

1 hereby state that I have reviewed and understand the contents of the above identified specification, 
including the claims, as amended by any amendment referred to above. 

I acknowledge the duty to disclose to the United States Patent and Trademark Office all information 
known to me to be material to patentability as defined in Title 37, Code of Federal Regulations, 
Section 1 .56. 

I hereby claim foreign priority benefits under Title 35, United States Code, Section I19(a)-(d) or 
Section 365(b) of any foreign application(s) for patent or inventor's certificate, or Section 365(a) of 
any PCT International application which designated at least one country other than the United States, 
listed below and have also identified below, by checking the box, any foreign application for patent or 
inventor's certificate or PCT international application having a filing date before that of the application 
on which priority is claimed. 

Prior Foreign Application(s) Priority Not Claimed 



130255 ISRAEL 31 MAY 1999 Q 

(Number) (Country) (Day/Month/Year Filed) 
, □ 

(Number) (Country) (Day/Month/Year Filed) 
a 

(Number) (Country) (Day/Month/Year Filed) 
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i hereby claim the benefit under 35 U.S.C. Section 119(e) of any United States provisional 
application(s) listed below: 



(Application Serial No.) 


(Filing Date) 


(Application Serial No.) 


(Filing Date) 


(Application Serial No.) 


(Filing Date) 



I hereby claim the benefit under 35 U. S. C. Section 120 of any United States application(s), or 
Section 365(c) of any PCT International application designating the United States, listed below and, 
insofar as the subject matter of each of the claims of this application is not disclosed in the prior 
United States or PCT International application in the manner provided by the first paragraph of 35 
U.S.C. Section 112, I acknowledge the duty to disclose to the United States Patent and Trademark 
Office all information known to me to be material to patentability as defined in Title 37, C. F. Ft., 
Section 1 .56 which became available between the filing date of the prior application and the national 
or PCT International filing date of this application: 



PCT/IL00/OO312 31 MAY 2000 



(Application Serial No.) 


(Filing Date) 


(Status) 






(patented, pending, abandoned) 


(Application Serial No.) 


(Filing Date) 


(Status) 






(patented, pending, abandoned) 


(Application Serial No.) 


(Filing Dale) 


(Status) 






(patented, pending, abandoned) 



I hereby declare that all statements made herein of my own knowledge are true and that all 
statements made on information and belief are believed to be true; and further that these statements 
were made with the knowledge that willful false statements and the like so made are punishable by 
fine or imprisonment, or both, under Section 1001 of Title 18 of the United States Code and that such 
willful false statements may jeopardize the validity of the application or any patent issued thereon. 
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POWER OF ATTORNEY: As a named inventor, I hereby appoint the following attomey(s) and/or 
agent(s) to prosecute this application and transact all business in the Patent and Trademark Office 
connected therewith, (list name and registration number) 

Kenneth I. Kohn, Reg. No. 30,955 Amy E. Rinaldo, Reg. No. 45,791 



Send Correspondence to: Kf^i,i^KOHN& associates. 

30S(>0_N(>rth western Highwav^Suite 410 



Farm ington Hills, MI 48334 



Direct Telephone Calls to: (name and telephone number) 
Kenneth I. Kohn (248) 539-5050 



IjVfull name of sole or first inventor 
Hermona Soreq 






- Sole or first inventor's signature 






' ' Data 


Residence 

1 J 14 HaMaayan Street, 95930 Jerusalem, ISRAEL 






Citizenship 
Israeli 






Post Office Address 
Same as abov. 





fh f'j J Full name of second inventor, if any 
J " Daniela Kaufer 



Second inventor's signature 



Date 



Residence * 

23 HaNahal Street, 59095 KfarAzar, ISRAEL /^~[_ }/ 

Citizenship ' 
Israeli 



Post Office Address 
Same as above. 
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POWER OF ATTORNEY: As a named inventor, I hereby appoint the following attorney(s) and/or 
agent(s) to prosecute this application and transact all business in the Patent and Trademark Office 
connected therewith, (list name and registration number) 

Kenneth I. Kohn, Reg. No. 30,955 Amy E. Rinaldo, Reg. No. 45,791 



Send Correspondence to: Kemwth Kohn, KOHN & associates 

30500 Northwestern Highway, Suite 410 
Fannington Hills, MI 4S334 

*i Direct Telephone Calls to; (name and telephone number) 
-j3 Kenneth I. Kohn (248) 539-5050 
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Full name of sole orfirat inventor 




»_•,*. 


■ 




Hermona Soreq 




, 1 • * . ( ' 






Sola orfirst inventor's signature 

K 


_ — '),■ 

□ata"- ■ ■. ■ 
. •. . > * 
■_».'. ■ - 








, Rosidsnca 










14 HaMaayan Street, 9S930 Jerusalem, ISRAEL 










Citizenship 










Israeli 










Post OfficB Address ~~ ~" * 










Same ad abov. 

















Full name of second inventor, if any 
Datiiela Kaufar 



Second inventor's signature ~ ' ~~~ - — — — 
Z—r /fa xO. i/zo/^z 

Rasidonca ' 

23 HaNahal Street, 59095 Kfar Aaa r, ISRAEL 

Citizenship ~ ' .. 

Israeli 

Post Office Address ~ 

Same as above. 
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/ Full nana of third inventor, ff any 



Ajo n Friedman 
TWi5 inVafiWs signatu 



rs 



Rasidsnos i ; 

5 Blwyamfn Street, 707A0 G*dera, XSRAE^_/^ / j 



CiSranshlp 
Israel! 



Post Office Address 
Same as above. 
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\ 



A 



j Full name of fourth inventor, i'j any 
y Shlomo Seidmatj 


Fourth invsrttefs signature 




Rssidanca ■.» ~? — y 
Neve Daniei, 90999 Gash Efcrion, ISRAEL ^J^JL—. t 


/ 


Israeli 




Post Office Address 
Same as above. 




« » t ■ ' 



Full tiatns of fifth inventor, if any 



Fifth Inventor^ signatum Oat» 
Residence " ' ™ """*" ™'~— *•* ; - — 

Citizenship """" ~~— «- , —~ ■ — 

Post Office Address — — . , ,„„„„„™.™.__,~. _ 



Full nam» of sixth inventor, if any 

Sixth inventor's signature ~«=~ ~ oa» 



fteBidartca 
Clifrenship 



Post Off ca Addrass 
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Full name of third inventor, if any' 
Alon Friedman 








Third inventor's signature 


Date 






Residence 

5 Binyamin Street, 70700 Gedera, ISRAEL 






Citizenship 
Israeli 






Post Office Address 
Same as above. 






















Full name of fourth inventor, if any 
Shlomo Seidman 










Fourth inventor'sgigftatcrfe ^. 

*. 


Date 






Residence 

Neve Daniel, 90999 Gush Etsdon, ISRAEL 








Citizenship 










Israeli 








Post Office Address • . • / ^ . ■ . 
Same as above. ■ '" ° ' 
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Full name of fifth inventor, if any 




y 




Fifth inventor's signature 


Date 








Residence 










Citizenship 








Post Office Address 




















Full name of sixth inventor, if any 








Sixth inventor's signature 


Date 






Residence 






Citizenship 






Post Office Address 
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